Deg1 fusion proteins were precipitated with anti-Flag antibodies and incubated in the presence or absence of Endo H before being separated by SDS-PAGE and visualized by autoradiography. These results demonstrate that the modified subpopulations of the Deg1-Sec62 variants presented throughout this study are N-glycosylated, which indicates that they have each undergone the same manner of Deg1-stimulated topological rearrangement as "WT" Deg1-Sec62. The kinetics of attaining this rearrangement differ among the Deg1-Sec62 mutants (see main text).
. Doa10-dependent degradation of Deg1 fusion proteins. (A) N-glycosylation does not inhibit Doa10-dependent degradation of Deg1-Vma12. Pulse-chase analysis of a Deg1-Vma12-KanMX6 derivative, which has a fragment of the Suc2 protein bearing two N-glycosylation sites inserted in its ER luminal loop, was performed in the indicated yeast strains. Deg1-Vma12(Glyc)-KanMX6 was precipitated with anti-Deg1 antibodies. The indicated sample was treated with Endo H before separation by SDS-PAGE and autoradiography. (B) Deg1-Sec62 1-149 is a Doa10 substrate. Shown is a cycloheximide chase analysis of a Deg1 fusion to the first 149 amino acids of Sec62 expressed from the GAL1 promoter in the indicated yeast strains grown in SD medium containing 2% galactose. Deg1-Sec62 1-149 was detected by anti-Flag immunoblotting. Pgk1 serves as a loading control and was detected by anti-Pgk1 immunoblotting. Figure S3 . Membrane topology of Deg1-Sec62, Deg1-sec62 †, and Deg1-Vma12. Intact microsomal membranes prepared from doa10 hrd1 cells expressing Deg1-Sec62, Deg1-sec62 †, or Deg1-Vma12 were incubated with 5 µg/ml Proteinase K and 1% Triton X-100 as indicated. Samples were separated by SDS-PAGE and detected by anti-Deg1 immunoblotting. The closed diamond denotes a nonspecific band. sec62 †, G127D of Deg1-Sec62, equivalent to G37D of untagged Sec62. This study
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